
Scale bar = 5 µm. Insets; 3D SR-SIM reconstruction of the framed areas using the 3D projection 265 

mode showing the zone of contact between the parasite flagellum (F) and the host 266 

mitochondria. Scale bar = 1 µm. C. Super-resolution (SR-SIM) 3D projection showing infected 267 

mito-mCherry NHDF. Parasites are stained with anti-FCaBP (pink) and the host mitochondria 268 

expressing mCherry fluorescent protein (red) are stained with TOM20 antibodies (green). Scale 269 

bar = 5 µm. Insets; 3D SR-SIM reconstruction of the framed area using the 3D projection mode 270 

showing the zone of contact between the parasite flagellum (F) and the host mitochondria 271 

indicated by white arrowheads. Scale bar = 0.5 µm. D. Super-resolution (SR-SIM) 3D projection 272 

of an infected human cardiomyocyte (iPSC-derived). Mitochondria are visualized using an anti-273 

ATP5B antibody (green) and parasites are stained with an anti-FCaBP antibody (red). Flagella 274 

in contact with the host mitochondria are indicated by white arrowheads. Scale bar = 5 µm. E 275 

and F. TEM of T. cruzi intracellular amastigotes in NHDF cells (flat embedding). P, parasite; N, 276 

host nucleus; F, flagellum; M, mitochondria. Scale bar = 1 µm. Insets show the proximity 277 

between the amastigotes flagellum and the host mitochondria at high magnification. Scale bar = 278 

200nm.  279 

 280 

Supplemental Figure 1. T. cruzi amastigotes maintain a close association with the host 281 

mitochondria. Bar graphs representing the % of grouped (A and B) or individual (C and D) 282 

intracellular T. cruzi amastigotes that are proximal to (p) or distant (d) from the host Golgi 283 

apparatus (A; p value = 0.36) or the MTOC (B; p value =0.013), ER (C) or mitochondria (D; p 284 

value <0.0001) accompanied of representative fluorescence images. n > 200 parasites for each 285 

of 3 independent experiments. E, F and G. Immunofluorescence images of infected NHDF fixed 286 

at 48hpi stained with ATP5B antibodies (green) (E) or TOM20 antibodies (green) (F,G). 287 

Parasites were stained with rabbit anti-T. cruzi antiserum (red) and DNA was stained with DAPI 288 

(blue). Scale bar = 5 µm.  289 
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 290 

Supplemental Movies 1 and 2. Fluorescence time-lapse movie of adherent NHDF expressing 291 

mCherry in the mitochondrial matrix (mito-mcherry, red) and infected with GFP-expressing T. 292 

cruzi parasites (green) (36 hpi) showing the proximity between the T. cruzi amastigotes and the 293 

host mitochondria. Images were taken every 5 min and the movie is designed to play 3 frames 294 

per second. Time of recording is indicated in the upper left corner of each frame. 295 

 296 

Supplemental Movies 3 and 4. Fluorescence time-lapse movie of T. cruzi-GFP infected 297 

NHDF-mito-mCherry (36 hpi) initiated 180 min post-replating following trypsinization, highlight 298 

the dynamics of the host mitochondrial network in live cells (red) and the proximity between host 299 

mitochondria and intracellular amastigotes (green) during cell spreading. Sample was imaged 300 

every 5 min and the movie is designed to play 3 frames per second. Time of recording is 301 

indicated in the upper left corner of each frame.  302 

 303 

EXPERIMENTAL PROCEDURES 304 

Plasmids  305 

pROCK-GFP-NEO (DaRocha et al., 2004) was obtained from W. DaRocha (Universidade 306 

Federal do Paraná, Brazil). pcDNA3.1-Sec61β-GFP (Voeltz, Prinz, Shibata, Rist, & Rapoport, 307 

2006) and mCherry-α-tubulin (Addgene #49149) (Friedman, Webster, Mastronarde, Verhey, & 308 

Voeltz, 2010) were obtained from Gia Voeltz. pLNCX-COX8A-mCherry (Jacobi et al., 2016) was 309 

a kind gift from Chih-Hao Lee (HSPH). 310 

 311 
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